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(54) Method of assay of nucleic acid sequences 

(57) A method of assay of a specific nucleic acid an- 
ticipated in a sample, which comprises: 

a DNA producing step which involves production of 
a double-stranded DNA having a promoter se- 
quence for an RNA polymerase and the nucleic se- 
quence of the specific nucleic acid (the specific nu- 
cleic acid sequence) downstream from the promot- 
er sequence by using the specific nucleic acid in the 
sample as a template, and 
an RNA producing and measuring step which in- 
volves production of a single-stranded RNA having 
the specific nucleic acid sequence by the RNA 
polymerase and measurement of the single-strand- 
ed RNA, 

wherein the RNA producing and measuring step is 
initiated by adding at least the RNA polymerase, ri- 
bonucleoside triphosphates and a probe which is 
labeled with a fluorescent intercalative dye and is 
complementary to the single-stranded RNA to the 
reaction solution after the DNA producing step, in- 
volves measurement of the fluorescence intensity 
of the reaction solution, and is carried out at a con- 
stant temperature, and does not involve denaturing 
and annealing procedure for hybridization or sepa- 
ration of the probe which has not hybridized with the 
single-stranded RNA produced. 
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Description 

The present invention relates to a method of detection or quantification of a specific nucleic acid anticipated in a 
gene mixture containing DNA or RNA, and is useiul for gene diagnosis in the field of clinical diagnosis for coloning 
s useful genes and for exploring unknown genes. The present invention is also useful as a method of optimizing the 
reaction conditions for amplification of genes. 

The assay of a specific nucleic acid by using a probe (a nucleic acid probe) which is complementary in base 
sequence to the nucleic acid utilizes the ability of the specific nucleic ac-d to hybridize with the probe. 

For example, a method called the sandwich assay has been known which uses two probes which hybridize with 
>0 different parts of the specific nucleic acid. In this method, one of the probes is immobilized on a solid support, while 
the other is labeled with a dye which is visible by its color or a fluorescent substance or an enzyme which catalyzes 
production of such a dye or a fluorescent substance. These probes are added to a sample and allowed to hybridize 
I with the specific nucleic acid in the sample so that a complex of the three is formed on the solid support. Then, the 

solid support is separated from the supernatant of the sample solution to separate the unhybridized second probe (B/ 
'5 F separation step). Subsequently, the label in the complex on the solid support is measured to detect and quantify the 
specific nucleic acid and in the sample. When an enzyme which catalyzes production of a dye which is visible by its 
color or a fluorescent substance is used to label the second probe, after the formation of the complex, the unhybridized 
second probe is removed, and a substrate of the enzyme as the precursor of the dye or the fluorescent substance, is 
added to the sample solution. The dye or the fluorescent substance as the reaction product is measured to detect and 
20 quantify the nucleic acid in the sample. 

In recent years, by virtue of the development of the polymerase chain reaction, it has become possible to amplify 
a specific region of a specific nucleic acid in a sample in a test tube enough to assay the detection and quantification 
of a specific nucleic acid in a sample is carried out by amplifying a specific region of the specific nucleic acid by PCR 
and then measuring the amplification product in the PCR reaction mixture by the sandwich assay as mentioned above. 
25 ft is also proposed to amplify a specific region of a specific nucleic acid sequence by PCR as described above, add 
probes complementary to the specific region to the reaction solution under such conditions which allow the probes to 
hybridize with the amplified nucleic acid, electrophoretically separate the resulting complex from the unhybridized 
| probes and then measure the amplification product. 

Because the sandwich assay uses a solid support in the reaction mixture, the second probe is non-specifically 
oo adsorbed on the solid support, and the presence of the label of the second probe non-specifically adsorbed on the 
solid support produces errors in the measurement of the labeled hybrid on the solid support, which causes problems 
in detection and quantification of a specific nucleic. Especially, because diagnosis of virus infections requires sensitive 
detection of trace amounts of virus nucleic acids in clinical samples with good reproducibility, the above-mentioned 
problem attributable to the non-specific adsorption is a serious problem to be solved. 
35 With a view to obviating this problem, treatment for making the surface of a solid support hydrophilic. blocking of 

the adsorptive sites on a support with protein and thorough washing of a solid support after the B/F separation have 
been attempted. 

However chemical treatment for making the surface of a support hydrophilic does not succeed depending on the 
material of the support and can be technically difficult. Also, when the surface of a support is covered with protein in 
•to order to block the adsorptive sites on the surface of the support, the interaction between the protein and the nucleic 
acid segment or the label of the second probe can cause another kind of non-specific adsorption. In addition, the 
number of repetitions of washing the solid support in the B/F separation is operationally limited, and for example, a 
cleaning solution containing a surfactant can induce decomposition of the hybrid formed on the support. 

In the case of a sandwich assay subsequent to amplification of a specific region of a specific nucleic acid by PCR. 
^ 4 $ since the product of the amplification by PCR is a double-stranded DNA. in order to hybridize the probes and the 

amplified nucleic acid, a heating procedure for melting the double-stranded DNA as the amplification product into single 
strands after addition of the probes to the PCR reaction mixture (denaturing) and a subsequent cooling procedure for 
formation of a double-stranded DNA from the probe DNA and the target DNA (annealing) are essential. Therefore. 
i additional labor and more analysis time are necessary for practical clinical diagnoses, which usually pursue effective- 

so ness and economies. 

In the above-mentioned method utilizing electrophoresis, the necessity o sample of amplification products from 
the reaction vessels for the analysis after PCR can cause a problem of false positive results attributable to carryover 
of the amplification products, which is an obstacle to practical application of PCR. 

Therefore, it is desired to develop an assay method which does not use such a support, does not involve denaturing 
55 and annealing procedures at the time of measuring the label of the probe, and minimizes carryover of the nucleic acid 
amplified by PCR. 

.: A support-free assay method which comprises conducting PCR in the presence of a fluorescent intercalate dye 

? and measuring the fluorescence intensity of the reaction solution is proposed (Japanese Unexamined Patent Publica- 
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tion JP-A-5-237000, (gaku-no Ayumi 173(12), 959-963(1995), and Analytical Biochemistry, 229, 207-213(1995)). 
Namely because the PCR products are double-stranded DNA, a fluorescent intercalate dye which alters the fluores- 
cent property, for example increases the fluorescent intensity on intercalation with a double-stranded nucleic acid, is 
added to a sample solution before amplification by PCR and the fluorescence intensity of the reaction solution is mon- 

5 itored to detect or quantify the target nucleic acid before the amplification. 

This method makes it possible to follow the progress of PCR by measuring the fluorescence intensity of reaction 
solutions in sealed vessels, and can obviate the problem of false positive results attributable to carryover of the am- 
plification products because it does not require sampling of reaction solutions from reaction vessels. 

Thus, the above-mentioned assay by performing PCR in the presence of a fluorescent intercalative dye and mon- 

10 itoring the fluorescence intensity of a PCR reaction solution is excellent as a support-free, or homogeneous one-step 
assay 

However, because fluorescent intercalative dyes non-specifically bind double-stranded nucleic acids, when sam- 
ples contain larger amounts of genom DNA in addition to the specific nucleic acid, the assay method has a problem 
that intercalation of a fluorescent intercalative dye with the genom DNA gives a high background count and thereby 

'5 makes it difficult to accurately measure the change in the fluorescence intensity attributable to the amplification of the 
specific nucleic acid. Further, the two nucleic acids which are complementary to specific regions of a specific nucleic 
acid and used as the primers for elongation reaction in PCR can binds complimentarily, depending on their sequences, 
and in such a case, serve as a template for each other to produce a primer dimer. Because a fluorescent intercalative 
dye non-specifically intercalates also to the primer dimer. the increased background attributable to the non-specific 

20 intercalation is a problem in monitoring the change in the fluorescent property based on amplification of the specific 
nucleic acid. 

In order to solve this problem, a method of assaying nucleic acids by using a fluorescent intercalative dye-labeled 
probe capable of recognizing a specific nucleic acid sequence which comprises a single-stranded oligonucleotide 
complementary in nucleic acid sequence to the specific nucleic acid sequence of the target specific nucleic acid and 

25 a fluorescent intercalative dye linked to the single-stranded oligonucleotide as a label, and is designed so that when 
the single-stranded oligonucleotide hybridizes with the specific nucleic acid, the intercalative dye intercalates with the 
resulting double-stranded oligonucleotide to alter the fluorescent property has been developed (Japanese Patent Ap- 
plication JP7-185599, EP-A-714986, Nucleic Acids Research 24(24), 4992-4997(1996)). Since the fluorescent inter- 
calative dye as the label alters fluorescent property upon hybridization of the probe with the specific nucleic acid, the 

30 method enables detection and quantification of the resulting hybrid without separating the unhybridized probe. Further, 
if the probe is added to the sample before the specific nucleic acid is amplified, it is possible to monitor the amplification 
of the nucleic acid based on the sequence specificity by measuring the fluorescence intensity of the reaction solution 
during the amplification. 

The present inventors have conducted studies to provide a method for support-free or homogeneous assay of a 
3S specific nucleic acid by using a fluorescent intercalative dye. which is enough specific for the specific nucleic acid 
sequence to allow a precise assay even if the sample contain a large amount of genom DNA or even if a primer dimer 
is produced during amplification by PCR prior to the assay, and which can detect or quantify the specific nucleic acid 
sequence at a constant temperature without separation of the excessive probe and the denaturing and annealing 
procedures, and as a result, have accomplished the present invention. 
-to Namely, the present invention provides a method of assay of a specific nucleic acid anticipated in a sample, which 

comprises: 

a DNA producing step which involves production of a double-stranded DNA having a promoter sequence for an 
RNA polymerase and the nucleic sequence of the specific nucleic acid (the specific nucleic acid sequence) down- 

J 5 stream from the promoter sequence by using the specific nucleic acid in the sample as a template, and 

an RNA producing and measuring step which involves production of a single-stranded RNA having the specific 
nucleic acid sequence by the RNA polymerase and measurement of the single-stranded RNA, 
wherein the RNA producing and measuring step is initiated by adding at least the RNA polymerase, ribonucleoside 
triphosphates and a probe which is labeled with a fluorescent intercalative dye and is complementary to the single- 

50 stranded RNA to the reaction solution after the DNA producing step, involves measurement of the fluorescence 

intensity of the reaction solution, and is carried out at a constant temperature, and does not involve denaturing 
and annealing procedure for hybridization or separation of the probe which has not hybridized with the single- 
stranded RNA produced. The present invention will be described in detail below. 

55 Figure 1 illustrates one embodiment of the present invention wherein the target nucleic acid in the sample is single- 

stranded RNA. 

Figure 2 shows the initial copy numbers of a recombinant HCV RNA and the fluorescence intensities measured 
the method of the present invention. The ordinate indicates the increase in fluorescence intensity during 30 minutes 
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of in vitro transcription. 

Figure 3 shows the amounts of the PGR product from the target nucleic acid and the fluorescence intensities 
measured by assaying a recombinant HCV RNA by the method of the present invention. 

Figure 4 shows the initial copy numbers of a recombinant HCV RNA and the fluorescence intensities measured 
$ the method of the present invention. 

In the DNA producing step, double-stranded DNA consisting of a promoter sequence for an RNA polymerase and 
a specific nucleic acid sequence following the promoter sequence is produced by using the specific nucleic acid. In 
the step, a pair of primers which are complementary in sequence to the specific nucleic acid sequence are used, and 
one of them is a promoter primerwhich has a promoter sequence for an RNA polymerase at the 5 1 - end. In the step, 
io a DNA polymerase and deoxyribonucieoside triphosphates are also used. 

Namely, the above-mentioned double-stranded DNA is produced by DNA elongation reaction by the repeated 
action of DNA polymerase by using the above-mentioned two primers. 

The DNA polymerase used in the present invention is not particularly limited, and for example, E. coli DNA polymer- 
ase III, the Klenow flagment, T4 DNA polymerase, T7 DNA polymerase. Thermusaquaticus DNA polymerase.. Thermus 
is Thermophilus DNA polymerase and the like may be used. 

The promoter primer used in the present invention is designed to have at least the promoter sequence for an RNA 
polymerase and a sequence complementary to the specific nucleic acid sequence in this order from the 5' end toward 
the 3' end, as described above. The segment which is complementary to the specific nucleic acid is complementary 
at least to part of the specific nucleic acid, not necessarily to the entire specific nucleic acid sequence. The segment 
20 js from 6 to 100 nucleotides long, preferably from 10 to 30 nucleotides long in order to secure the specificity for a 
nucleic acid complementary to the specific nucleic acid. The promoter sequence for an RNA polymerase and the 
sequence complementary to the specific nucleic acid sequence may be linked via a few bases (linker bases) which 
are related to neither of them. When the specific nucleic acid is RNA, the above-mentioned DNA elongation reaction 
is preceded by synthesis of cDNA by using the specific nucleic acid as a template in the DNA producing step. For the 
25 synthesis of cDNA, the above-mentioned two primers containing sequences complementary to the specific nucleic 
acid sequence, a reverse transcriptase and the substrates for the reverse transcriptase, deoxyribonucteoside triphos- 
phates are used. Either of the primers used in the DNA producing step may be used for the synthesis of cDNA, and 
in this case, the other primer has to be added to the reaction solution for the synthesis of double-stranded DNA by a 
DNA polymerase subsequent to the synthesis of cDNA. The reverse transcriptase is not particularly limited, and those 
30 commercially available can be used. Further in the case of a DNA polymerase having a reverse transcription activity, 
it is possible to perform the synthesis of cDNA and the synthesis of double-stranded DNA without discontinuity by 
adding a reagent containing the above-mentioned two primers, the DNA polymerase and deoxyribonucieoside triphos- 
phates to a sample. 

In the RNA producing and measuring step subsequent to the DNA producing step, a single-stranded RNA is syn- 

35 thesized by the action of an RNA polymerase on the synthesized double-stranded DNA and measured. 

This step is initiated in the presence of at least a RNA polymerase, ribonucleoside triphosphates and a fluorescent 
intercalative dye-labeled probe complimentary to the resulting RNA after the DNA producing step. Therefore, the RNA 
producing and measuring step can be initiated only by adding these reagents after the DNA producing step. The probe 
hybridizes with the resulting the RNA to alter the fluorescence of the fluorescent intercalative dye as the label of the 

•to probe. Therefore, it is possible to detect the specific nucleic acid in the sample and determine its initial amount by 
measuring the fluorescence intensity of the reaction mixture. The RNA polymerase used in the RNA producing and 
measuring step is not particularly limited, and for example, those commercially available such as T7 RNA polymerase. 
T3 polymerase and SP6 RNA polymerase may be used. 

The probe used in the present invention is an oligonucleotide which hybridizes selectively with the RNA synthesized 

15 by the action of the RNA polymerase and is labeled with a fluorescent intercalative dye which alters the fluorescence 
on binding to double-stranded DNA (Japanese Patent Application JP7-1S5599. EP-A-714986, Nucleic Acid Research. 
24(24). 4992-4997(1996)). The fluorescent intercalative dye is not particularly limited, as long as it alters the fluores- 
cence on binding to double-stranded DNA. However, those which enhance the fluorescence on intercalation are pref- 
erable in view of the easiness of monitoring, and particularly thiazole orange, oxazole yellow and their derivatives are 

so preferable because they shows radical alternation in the fluorescence. 

The fluorescent intercalative dye is linked to the oligonucleotide by a covalent bond, if necessary, via a linker of 
an appropriate length. Although any linkers that do not hinder the fluorescent intercalative dye from binding to double- 
stranded DNA may be used, difunctional hydrocarbons having functional groups at both ends are preferred because 
they are easy to link to oligonucleotides. Further, for example, a commercial kit (C6-Thiolmodifier, Clontech) may be 

55 used. The fluorescent intercalative dye as the label may be linked to any sites of the nucleotide, including the 5'- end. 
the 3'- end and the center as long as the linkage neither hinders the fluorescent intercalative dye from intercalating to 
double-stranded DNA nor hinders the oligonucleotide from hybridizing with the RNA. The region of the probe which is 
complimentary to the RNA is preferably from 6 to 100 nucleotides, more preferably from 10 to 30 nucleotides long in 
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order to secure the specificity for the RNA. As described above, because the RNA polymerase is brought into action 
in the presence of a fluorescent intercalative dye-labefed probe so that the probe hybridizes with the transcription 
product RNA, the method of the present invention makes it possible to precisely detect and quantify a target nucleic 
acid in samples by monitoring the fluorescence intensity of the reaction mixture without denaturing and annealing 
s procedures for hybridization. Namely, fluorescent intercalative dye as the label of the probe alters the fluorescence on 
hybridization of the probe with the RNA produced depending on the initial amount of a specific nucleic acid in the 
sample, it is possible to detect and quantify the hybrid without separation of the unhybridized excessive probe, and to 
provide a simple method of homogeneous one-step assay of a nucleic acid having a specific sequence. 

The ONA producing step of the present invention may utilize PGR. In such a case, the double-stranded DNA 
10 sequence having a promoter sequence for RNA polymerase upstream and a specific nucleic acid sequence down- 
stream is amplified to a large amount in the DNA producing step and then subjected to the RNA producing and meas- 
uring step. For the amplification by PGR. the ordinary PCR process for denaturing and annealing comprising heating 
and cooling is conducted by using the above-mentioned two primers in the DNA producing step. 

The present invention is described in more detail by reference to Examples. However the present invention is by 
15 no means restricted to these specific Examples. 

Figure 1 illustrates an embodiment of the present invention wherein the specific nucleic acid in the sample is a 
single-stranded RNA. In the DNA producing step, a reverse transcriptase synthesizes the cDNAof the specific nucleic 
acid in the presence of a primer for reverse transcription and deoxyribonucleoside triphosphates. The synthesized 
cDNA is complimentary to the specific nucleic acid sequence. 
20 Then, PCR is conducted by adding a promoter primer having the same sequence as the 5'- end of the specific 

nucleic acid and a thermoresistant DNA polymerase to give a double-stranded DNA having a promoter region for an 
RNA polymerase at the 5'- end. 

Then, the RNA producing and measuring step follows. A reagent containing a fluorescent intercalative dye-labeied 
probe, an RNA polymerase and ribonucleoside triphosphates is added to the reaction solution, and then the reaction 
25 solution is incubated at the optimum temperature for the RNA polymerase. The RNA polymerase transcripts the double- 
stranded DNA having a promoter region produced in the DNA producing step into an RNA having the specific nucleic 
acid sequence. The RNA produced by the transcription hybridizes with the fluorescent intercalative dye-labeled probe 
coexisting in the reaction solution to enhance the fluorescence intensity in proportion to the amount of the hybrid. 
Therefore, it is possible to detect the specific nucleic acid or determine the initial amount of the specific nucleic acid 
30 by measuring the fluorescence intensity of the reaction solution before and after, or during this step. 

When the specific nucleic acid in the sample is double-stranded DNA. PCR in the presence of a pair of the primer 
and a promoter primer, deoxyribonucleoside triphosphates and thermoresistant DNA polymerase to produce a double- 
stranded DNA having a promoter region for an RNA polymerase is followed by the above-mentioned procedures. 

35 EXAMPLE 1 

The method of the present invention was applied to assay of a recombinant HCV RNA. and its lower limit of 
detection was evaluated. 

40 (1) A recombinant HCV RNA (containing the bases Nos. 1 to 1863 of Kato etai.: Kato. N.. Hijikata. M.. Ootsuyama. 

Y.. et al. (1990) Proc. Natl. Acad. Sci. USA. 87. 9524-9528) was diluted to 50. 10. 5. 0 copy/10 \x\ with an RNA 
diluent of the following composition to prepare samples. 
Composition of RNA diluent 

10mMTris-HCI(pH8.0) 

0,1 mM EDTA 

100 ng/mf yeast RNA 

(2) A volume of 5 u.l of a reaction solution of the following composition was dispensed into PCR tubes each, and 
so 10 u.l of the samples were added thereto 

Composition of reaction solution 

30 mM Tris-HCI (pH 8.3) 
150 mM KCI 
55 13.6mMMgCI2 
4.3 mM NTPs 
3 mM DTT 

3 U/ul RNase inhibitor 
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6 U/uJ MMLV reverse transcriptase 
3.6 j.iM Primer: 



5 1 -ACTCGCAAGCACCCTATC-3 1 

(3) Reverse transcription was conducted in a thermal cycler 

Conditions for reverse transcription. 

42°C for 10 minutes 
99°C for 6 minutes 

(4) 60 uJ of a PGR solution of the following composition was added. 

Composition of the PCR solution 

10 mM Tris-HCI (pH 8.3) 
50 mM KCI 
1.6mMMgCI2 
0.025% Nonidet P-40 

37,5 U/ml Taq DNA polymerase for hot start 
0.3 u.M Promoter primer: 



5 ' -ATTTAGGTGACACTATAGAATACAACA 
25 CTCCACCATAGATCACTC-3 ' 



(5) PCR was conducted in a thermal cycler under the following conditions. 
Conditions for PCR 

30 

(a) 95°C for 9 minutes 

After (a), a cycle of the following (b) to (d) was repeated 40 times. 

(b) 95°C for 30 seconds 

(c) 65 & C for 30 seconds 
35 (d) 72°C for 1 minute 



(6) 70 uJ of each of the resulting PCR mixtures was mixed with 65 3 ul of a transcription solution of the following 
composition and then transferred into a quartz cuvette maintained at 37° C in a fluorescence spectrometer. 
Composition of the transcription solution 

40 

75.3 mM Tris-HCI (pH 3.0) 
15.1 mM MgCI2 
10.7 mM DTT 
0.86 mM NTPs 
is 4.3 mM Spermidine 

2.2 U/uJ RNase Inhibitor 

53 6 nM YO-271 (fluorescent intercalate dye-labeled probe): 



5 ' ~CTCGC*GGGGGCTG-3 * 

(* indicates the site labeled with the fluorescent intercalate dye) 

(7) Then, to the reaction mixtures. 4.7 uJ of SP6 RNA polymerase (30 U/uJ) was added to make the total amount 
140 ul the fluorescence intensity was monitored at 37°C for 30 minutes (excitation wavelength 490 nm. emission 
wavelength 510 nm). 

(8) The average and the standard deviation of the increase in the fluorescence intensity for 0 copy samples were 
calculated, and the cutoff for the presence of the target RNA was set at (average) + 3 x (standard deviation). 
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Figure 2 shows the increases in fluorescence during 30 minutes and the detection ratio. The increase in fluores- 
cence intensity for 10 copies was significantly distinguished from that for 0 copy (t test, significance level 1%) and 10 
copies of the recombinant HCV RNA were detectable. 

Figure 3 shows the correlation between the amounts of DNA calculated from the densities of the ethidium bromide- 
stained bands obtained by agalose electrophoresis of portions of the reaction mixtures immediately after the addition 
of SP6 RNA polymerase and the increases in fluorescence intensity. A good correlation was found between the amounts 
of the PGR products and the increases in fluorescence intensity These results confirmed that the present invention 
allows sensitive sequence-specific assay of specific nucleic acids in samples. 

EXAMPLE 2 

Serum samples from 20 patients with chronic hepatitis C were assayed by the method of the present invention, 
and the results were compared with those obtained by using a commercial HCV RNA detection kit (Amplicore HCV 
Japan Rosh). 



15 



(1) Nucleic acid was extracted from 120 uJ of each of the serum samples from 20 patients with chronic hepatitis 
C by using a organic solvent and a protein modifier. 

(2) The pellets of the extracted nucleotide were dissolved tn 72 ul of the diluent of the kit. and 50 u.l portions of the 
resulting solutions were used for the assay by the commercial kit. The assay was performed in accordance with 

20 the manufacture's instructions. 

(3) In the method of the present invention, the pellets of the extracted nucleic acid were dissolved in 14j.iI of a 
diluent of the following composition, and 10 jjtl portions of the resulting solutions were used for the assay. The 
assay was conducted in the same manner as in Example 1 . 

Composition of diluent for samples 

25 

| 10 mM Tris-HCI (pH 8.0) 

0.1 mM EDTA 
100 |.ig/ml yeast RNA 
1 mM DTT 
30 2 U/uJ RNase Inhibitor 

(4) For the samples found negative {-/-) by the commercial kit. the increase in fluorescence intensity during a 
reaction time of 30 minutes and the standard deviation were calculated. The cutoff for the method of the present 
invention was set at (the average increase in fluorescence intensity) +- 3 X (the standard deviation). 

3$ 

The correlation between the results obtained by the method of the present invention and by the commercial kit is 
shown in the Table given below. For the samples found negative (-/-) and positive (+/■*-) according to the commercial 
kit. the results obtained by using the commercial kit were compared with those obtained by the method according to 
the present invention. The results obtained by these two methods agreed at a probability of 81.3% ({(4+9)/(7-t-9)} x 
•to 100=13/16 X 100 = 81.3). 
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Table 1 



5 






Method of the present 
invention 










+/+ 


+/- 


-/- 


Total 


10 


Amplicore 
results 


+/+ 


4 


0 


3 


7 




+/- 


0 


1 


3 


4 


15 


-/- 


0 


0 


9 


9 






Total 


4 


1 


15 


20 



20 From these results, it was confirmed that the method of the present invention facilitates detection of specific nucleic 

acids in clinical samples as compared with the conventional method. 

EXAMPLE 3 

25 The method of the present invention was applied to assay of a recombinant HCV RNA. and its lower limit of 

detection was evaluated. 

(1) A recombinant HCV RNA {containing the bases Nos, 1 to 1863 of Kato et al.) was diluted to 50. 10. 5, 1. 0 
copy/1 0 u.l with the same RNA diluent as in Example 1 . 
30 (2) A volume of 5 jal of a reaction solution of the following composition was dispensed into PCR tubes each, and 

10 u.l of the samples were added thereto. 
Composition of reaction solution 

30 mM Tris-HCI (pH 8.3) 
35 150 mM KCI 

13.6mM MgCI2 
4.3mMdNTPs 
3 mM DTT 

3 U/jxl RNase Inhibitor 
■*o 6 \J/\x\ MMLV reverse transcriptase 

3.6 mM Primer; 

5 * -GCACTCGCAAGCACCCTATCA-3 ' 

45 

(3) Reverse transcription was conducted in a thermal cycler under the following conditions 

Conditions for reverse transcription 

42°C for 10 minutes 
so 99 3 C for 6 minutes 

(4) 60 uJ of a PCR solution of the following composition was added. 

Composition of the PCR solution 

55 10 mM Tris-HCI (pH 8.3) 

50 mM KCI 
1.6 mM MgCI2 
0.025% Nonidet P-40 
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37 5 U/mt Taq DNA polymerase for hot start 
0.3 jul Promoter primer: 



s 5 • -ATTTAGGTGACACTATAGAATACAACA 

CTCCACCATAGATCACTCCCCTG-3 ' 

10 (5) PCR was conducted in a thermal cycler under the following conditions. 

Conditions for PCR 

(a) 95°C for 9 minutes 

After (a), a cycle of the following (b) to (d) was repeated 40 times. 
fs (b) 95 °C for 30 seconds 

(c) 67°C for 30 seconds 

(d) 72°C for 1 minute 

(6) 70 u.i of each of the resulting PCR mixtures was mixed with 65.3 u.l of the same transcription solution as in 
20 Example 1 and then transferred into a quartz cuvette maintained at 37° C in a fluorescence spectrometer. 

(7) Then, to the reaction mixtures, 4.7 uJ of SP6 RNA polymerase (30 U/uJ) was added to make the total amount 
140 uJ, the fluorescence intensity was monitored at 37°C for 30 minutes (excitation wavelength 490 nm, emission 
wavelength 510 nm). 

(8) The average and the standard deviation of the increase in the fluorescence intensity for 0 copy samples were 
25 calculated, and the cutoff for the presence of the target RNA was set at (average) +• 3 x (standard deviation). 

Figure 4 shows the increases in fluorescence intensity and the detection ratios. All the samples containing at least 
10 copies of the recombinant HCV RNA were judged positive. 87.5% of the samples containing 5 copies were judged 
positive. These facts confirmed that the present invention allows sensitive sequence-specific detection of specific nu- 
oo cleic acids. 

As is evident from the above description, the present invention allows detection and quantification of specific nucleic 
acids anticipated in samples by simple homogeneous assay without using supports and separating the unhybridized 
excessive probe in the RNA producing and measuring step which involves monitoring of the fluorescent intensity. 
Further, because the present invention removes the necessity of denaturing and annealing in the step and only requires 

35 addition of the necessary reagent to sample solutions and monitoring of fluorescence intensity at a constant temper- 
ature in the step, the step can be performed only by one operation, namely, bringing the reagent into contact. 

Namely, according to the present invention, because the fluorescent intercalate dye as the label of the probe 
alters the fluorescence, for example enhances the fluorescence intensity, on hybridization of the probe with the RNA 
(which contains the same base sequence as the specific nucleic acid sequence) produced in the RNA producing and 

40 measuring step, it is possible to detect and quantify the resulting hybrid without separating the unhybridized excessive 
probe. Therefore, use of vessels made of a material optically transparent at the excitation and emission wavelength 
of the fluorescent intercalate dye to be used allows continuous assay while removing the problem of the chance of 
false positive results due to carryover of the amplification product because there is no need to collect reaction solutions 
from vessels 

45 Further, according to the present invention, since the probe specifically recognizes a specific nucleic acid sequence 

and alters the fluorescence on hybridization, if PCR is performed in the DNA producing step the probe does not 
hybridize with a primer dimer produced as a byproduct, and therefore, the primer dimer does not contribute to the 
change in the fluorescence of the reaction solution. Accordingly, sequence-specific assay of a specific nucleic acid 
can be achieved without separation of the primer dimer after PCR by monitoring the fluorescence of the reaction 

so solution In addition, since the RNA producing and measuring step is initiated by adding an RNA polymerase, nbonu- 
cleoside triphosphates and the probe DNA solutions obtained in the DNA producing step, the present invention obviates 
cumbersome operations such as transferring a reaction solution from one vessel to another and provides a quite simple 
assay method useful for clinical diagnosis 

55 

Claims 

1. A method of assay of a specific nucleic acid anticipated in a sample, which comprises: 
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a DNA producing step which involves production of a double-stranded DNA having a promoter sequence for 
an RNA polymerase and the nucleic sequence of the specific nucleic acid (the specific nucfeic acid secuence) 
downstream from the promoter sequence by using the specific nucleic acid in the sample as a template, and 
an RNA producing and measuring step which involves production of a single-stranded RNA having the specific 
nucleic acid sequence by the RNA polymerase and measurement of the single-stranded RNA. 
wherein the RNA producing and measuring step is initiated by adding at least the RNA polymerase, ribonucl- 
eoside triphosphates and a probe which is labeled with a fluorescent intercalative dye and is complementary 
to the single-stranded RNA to the reaction solution after the DNA producing step, involves measurement of 
the fluorescence intensity of the reaction solution, and is carried out at a constant temperature, and does not 
involve denaturing and annealing procedure for hybridization or separation of the probe which has not hybrid- 
ized with the single-stranded RNA produced. 

The method according to Claim 1 . wherein the probe which is labeled with a fluorescent intercalative dye alters 
into fluorescent property on hybridization with the RNA produced by the RNA polymerase as compared with the 
fluorescent property the probe has when the probe is not hybridized with the RNA. 

The method according to Claim 1 or 2, wherein the probe which is labeled with a fluorescent intercalative dye is 
characterized in that the fluorescent intercalative dye intercalates between the probe and the RNA produced by 
the RNA polymerase on hybridization of the probe and the RNA. 

The method according to Claim 1 , wherein a pair of primers complementary to the specific nucleic acid sequence 
the DNA producing step, one of the primers is a promoter primer which has a promoter sequence for an RNA 
polymerase at the 5'- end, and the DNA producing step comprises synthesis of the double-stranded DNA having 
the specific nucleic acid sequence in the presence of the primers and a DNA polymerase. 

The method according to Claim 4, wherein the specific nucleic acid is a single-stranded RNA. and the DNA pro- 
ducing step uses a pair of primers including the promoter primer, and comprises producing a cDNA complementary 
to the specific nucleic acid by using a reverse transcriptase in the presence of at least one of the primers and 
deoxyribonucleoside triphosphates and synthesizing a doubie-stranded DNA having the specific nucleic acid se- 
quence in the presence of the other primer and a DNA polymerase. 

The method according to Claim 4 or 5. wherein the DNA producing step comprises amplification of DNA by polymer- 
ase chain reaction (PCR) 
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